Methods
In order to produce those riboprobes, total RNA was extracted from infected Nicotiana Benthamiana plants using TRIzol Reagent and used for RT-PCR with the generic primers pair described by Verbeek and colleagues [2], modified with the addition of the T7 promoter to the 5' end of the reverse primers. The RT-PCR products were purified and transcribed in-vitro using MEGAscriptT7kit (Invitrogen) and digoxigenin-labeled nucleotides. The RNA probes produced were purified and hybridized to total RNA extracted from plants infected with which one of the viruses and non-infected plants blotted onto nylon membranes. Anti-digoxigenin Fab fragments conjugated to alkaline phosphatase were bound to the hybridized digoxigenin-labeled probes and the chemiluminescent substrate CDP-Star was added in order to produce light. X-ray films were exposed to the membranes and developed.
Results and conclusions
The X-ray films showed that each probe was able to hybridize only to the target virus, while no hybridization was observed for the RNA extractions from non-infected plants or plants infected with other viruses. In conclusion, these results show that the digoxigenin-labeled RNA probes can be used for the effective and accurate detection of the three Torradovirus species.
